Summary. Macroscopic agglutination of rat epididymal spermatozoa was a sensitive reproducible test for the detection and titration of spermagglutinins in rat sera.
INTRODUCTION
Infertility due to auto-immunity to spermatozoa occurs in animals under experimental, and in the human male under natural, conditions. In experi¬ mental systems, immunization with spermatozoa or testis extracts, incorporated in complete Freund's adjuvant, leads to an auto-allergic orchitis which mani¬ fests itself clinically in the disappearance of spermatozoa from the ejaculate and aspermatogenesis (reviewed by Voisin & Toullet, 1968) . When the same antigens are injected with incomplete Freund's adjuvant (i.e. without the killed mycobacteria), the animals will only develop antibodies against spermatozoa, but their testes will not be affected. It is surprising that there are no reports concerning the reproductive function of animals with antibodies against spermatozoa but with normal testis histology; the more so since it is known that, in the case of the infertile male patient, auto-antibodies against sperma¬ tozoa can render them incapable of fertilization, and this often occurs in patients with normal testicular histology and a normal production of sperma¬ tozoa (Rümke & Hellinga, 1959; Fjällbrant, 1965 Fjällbrant, , 1968 (Rümke, 1965) . Various reports on series of patients with obstructions reveal that about a quarter of such individuals have spermagglu¬ tinins in their serum (Phadke, 1964; Rümke, 1967) . Information about sperm auto-antibody (especially spermagglutinin) formation after vasoligation in animals is limited. Only Bratanov, Dikov & Popova (1964) 
Sperm suspensions
Epididymal spermatozoa were collected from rats exsanguinated under ether anaesthesia by dissecting the epididymis and vas deferens free of blood vessels, and mincing them with scissors in medium in a watch glass. Motile spermatozoa swam out of the minced pieces into the medium, giving it a milky appearance within a few minutes. This sperm suspension was transferred through a widemouth pipette (care being taken to avoid air bubbles) into a measuring glass where it was pooled with the suspensions derived from other rats. The medium was added to the pool so that the final sperm concentration was of the order of 107 spermatozoa/ml, and such a suspension could be used for the spermagglutination test. The medium, a modified Hanks's solution, consisted of 8 g NaCl, 0-4 g KC1, 1 g glucose, 0-5 ml MgS04.7H20 40%, 0-5 ml KH2P04 12%, 0-5 ml Na2HP04.2H20 12%, 4 ml NaHC03 5%, and 5 g bovine lactalbuminhydrolysate, with water added to make 1 litre; the pH was 6-7 to 6-9.
When spermatozoa were to be used for immunization procedures, they were suspended in phosphate-buffered saline solution (pH 7-4) Table 1 ). With a stock sperm suspension of 2 IO7 spermatozoa/ml, the readings were difficult since with all serum dilutions and temperatures the macroscopic appearance of the control showed a rather broken, as contrasted with a homo-geneous, turbidity. With sperm concentrations of 1 x 107/ml or less, the con¬ trols were homogeneous, indicating total absence of macroscopic agglutination.
The immune serum readings were best with a concentration of 1 107/ml. The titre was higher with that concentration than with 0-5 and 0-25 107/ml. Finally, the finding that the spermagglutinin titre decreased after extirpation of the affected epididymis and testis illustrated that a continuous résorption of sperm antigens seemed necessary for a lasting spermagglutinin titre.
